IT has been reported in the past that Berkefeld filtrates made from Rous No. I fowl sarcoma material which had been subjected to repeated applications of cold possessed a greater tumour-producing activity than those prepared from similar material which had not been subjected to this'treatment (Selbie and McIntosh, 1939) . In explanation of this finding Selbie and McIntosh (1939) suggested that the freezing broke up the tissue fragments,'and thus allowed a greater liberation of virus than would otherwise have been possible.
In the course of some recent quantitative investigations into the effects of cold and desiccation on the Rous No. I fowl sarcoma (Epstein, 1951) it was found th.-.t when Rous tumour material was repeatedly frozen and thawed and then extracted, no such greater liberation of virus took place than where no treatment was applied. Virus suspensions made from the treated material had less tumourproducing activity than those made from similar untreated samples; thus the suggestion made by Selbie and McIntosh (1939) was not confirmed.
However, although no increased liberation of virus from Rous material subjected to repeated freezing and thawing could be demonstrated to account for the increased tumour-producing activity of Berkefeld filtrates made from such material reported by Selbie and McIntosh (1939) , there remained another possible explanation of their finding. The increaged tumour-producing activity of Berkefeld filtrates prepared from Rous tumour subjected to repeated applications of cold might have been due to some action ofthe cold on the virus whereby its physical state was altered in such a way as to aRow it to pass the filter with greater facility than where no treatment was applied. It was therefore decided to investigate the effect of repeated applications of cold on the filterability of the Rous virus as distinct from its extractability.
As a preliminary to this it was considered necessar to examine the effect of Berkefeld filtration on suspensions of the Rou,.,,.,, virus. For although it has long been known that the procedure may render highly active Rous virus preparatiolis inert (Rous and Murphy, 1914) , and although this has, since it was first reported, often been taken for granted (Cra'mer and Foulds, 1930) , few experimental investigations of the phenomenon have been undertaken. That particles in suspension became adsorbed on to Berkefeld filters during filtration has been know-n for some time and the influence of pH upon this has been demonstrated (Mudd, 1922 ; Kramer, 1927) . However, no work of this kind hag been reported with regard to the Rous virus. The chromatographic study of Riley (1950) Table I shows that the tumour-producing activity of a Berkefeld filtrate of the Rous sarcoma was in each case less than that of the virus suspension from which it was made; the reduction in this activity which followed the filtration was in one case very considerable (Experiment 3). It will be seen from Table 11 that where physiological saline wa-s passed through a Berkefeld. candle immediately after -the latter had been used to filter a Rous sarcoma virus suspension, the saline acquired a considerable tumour-producing activity. In addition, the results show-n in Table II confirm those of Table I regarding the reduction in the tumour-producing activity of Rous sarcoma virus suspensions which takes place when these are passed through a Berkefeld filter candle.. The results that have been obtained show that where an active virus suspension in physiological saline, prepared from disintegrated Rous tumour, was passed through a Berkefeld V candle, the tumour-producing activity of the resulting filtrate was always less than that of the original virus suspension (Tables 1, II and 111).
The tumour-producing activity of the virus suspensions is considered to have been due solely to the virus they contained; such suspensions are believed to be largely if not whoHy cell-free for reasons which have been considered at length elsewhere (Epstein, 1951) . Now, froni the results shown in Table II , it is clear that an appreciable amount of the tumour-producing activity losb when virus suspensions were passed through Berkefeld candles could be recovered by washing saline through the latter after use. In the experiments shown in Table II the filters when tested retained in each case both Chr. prodigiO8um and Staph. aureu8 making it impossible for the lost tumour-producing activity, recovered on washing the filters with saline, to have been due to cells. This recoverability of at least part of the tumour-producing activity lost on filtering Rous virus suspensions gives further support for. believing the latter to owe their activity almost wholly to virus.
The reduction in virug content, often very considerable (Table 1 , Experiment 3), brought about by Berkefeld filtration of Roug virus suspensions appears to be due to adsorption of the virus on to the filter rather than to it being held up by the filter on account of its size. This is considered to be the cage since the lost virus was recovered at least in part when saline was washed through the filter (Table II) , and since the failure of the filters on three occasions to hold back one of the organisms with which they were tested after use did not affect the amount of virus which came through them as judged by the tumour-producing activity of the filtrates (Tables I and 111 , Experiments 2, 6 and 8). This view is supported by the chromatographic studies of Riley (1950) , in which the Rous virus was adsorbed on to columns of diatomaceous eaxth-the same material as that of which Berkefeld filters are compased-and was eluted off them by washing with saline, and by work on the adsorption on to Berkefeld filters during filtraiion of particles other than viruses (Mudd, 1922 ; Kramer, 1927) .
The results of the concluding experiment-s of the present work (Table III) Table III demonstrate this clearly; they are at variance with those reported by Selbie and McIntosh (1939 Secondly, the method of extracting the Rous virus employed by Selbie and McIntosh (1939) consisted of coarse mincing of the tumour material followed by grinding with sand. Repeated freezing and thawing was then applied to the resulting preparation, and may well have contributed to the achieving of complete disintegration of the tumour and the maximum extraction of virus from it. In the present work, however, disintegration of the tumour material was brought about mechanicall before the cold was applied, and would seem to have been so complete that the repeated freezing and thawing could not have any further effect. This is considered to be the most likely explanation of the contradiction between the findings reported by Selbie and McIntosh (1939) A titration method has been employed in which preparations whose tumourproducing activities were to be compared have been diluted in serial tenfold steps with saline and inoculations made with each dilution.
The results show that wben Rous virus suspensions prepared by extracting disintegrated Rous tumour with saline were passed through Berkefeld filters, part of the virus became adsorbed on to the filter. By washing saline through, the filters immediately after use much of the adsorbed virus proved recoverable.
The results have confirmed that repeated freezing and thawing of mochanicaUy disintegrated Rous tumour before preparing extracts from it did not allow a greater liberation of the virus than'would otherwise have occurred.
It has also been demonstrated that repeated freezing and thawing of disintegrated Rous sarcoma material did not increase the abifity of the Rous virus it contained to pass Berkefeld filters when extracted and suspended in saline.
The results are discussed in detail together with the conclusions draw-n from them.
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